Magnesium is an essential element for all living systems. The Intraceilular free Mg + seems to be essentially localized in the nucleus and around it, as shown by confocal microscopy with the MgZ+-sensitive probe Magnesium Green. It was not possible to derive any conclusion about free Mg + localization inside the chromaffin granules and/or in the cytoplasm due to the lack of sufficient spatial resolution and to probe compartmentalization.
INTRODUCTION
The importance of the extracellular and intracellular magnesium ion (Mg2+) has become gradually recognized during the last century. Nowadays it is well known that an altered metabolism of Mg 2+ is involved in several pathologies. This cation is essential for all living systems, being the most abundant in tissues, 
Urografin
(R) from Schoering AG (Berlin, Germany).
Isolation and culture of bovine chromaffin cells
Bovine adrenal glands were obtained from a local slaughterhouse and transported to the laboratory on ice. Bovine chromaffin cells were isolated from bovine adrenal glands and purified on a Percoll gradient as previously described/43/. Cells were then cultured in a 1:1 mixture DMEM/F-12 (1.56%) medium with 15 mM HEPES and 26 mM NaHCO3, supplemented with 5% of heat-inactivated fetal calf serum, penicillin (100 units/mL), streptomycin (100 lag/mL) and amphoteriein B (0.25 lag/mL), at 37 C, in a humidified CO2 (5%) and air (95%) atmosphere.
The cells were cultured up to a density of million cells/mL in 100 mm Petri dishes and maintained in culture for 3 days before the NMR experiments.
For the fluorescence experiments, the cell preparation was further purified by a Urografin gradient as described before/44, 45/and were used 2 days after plating. The cells were plated at a density of 0.8 million cells/era on square cover-slips (lcm2) previously coated with poly-L-lysine when fluorescence spectroscopy l'oi. 9 [Mg2+]i Kd (R-Rmi,,)/(Rm,-R) (3) where Ka is the dissociation constant of the furaptra/Mg + complex (1.5 mM at 37 C;/16/), R, Rmi,, and R,,,, are the fluorescence intensity ratios at 335 nm and 370 nm obtained for the experimental sample at different time points, in the absence and in the presence of saturating amounts of Mg2+, respectively. S,,,,, and S,,, are the fluorescence intensities at 370 nm in the absence and in the presence of saturating amounts of Mg+, respectively. 
